(A) Schematic of plasmid construction. PcDNA3.1(+)-6Myc-AMPK-α1 and pcDNA3.1(+)-6Myc-AMPK-β1 were generated by inserting DNA fragments containing the entire coding sequences of Rattus norvegicus AMPK-α1 and AMPK-β1 into the EcoRI-XhoI sites of pcDNA3.1(+)-6Myc. (B)
Supplementary Figures
Figure legends The primer pairs used in each construction are listed.
Supplementary Figure 2. Representative 1D-gel image of affinity purification
In the pulldown approach (A) and direct IP (B), the immunoprecipitates were eluted with citrate buffer and separated on a 1D 10% Bis-Tris SDS-PAGE gel. Each gel was cut into 6 gel slices, each of which was subjected to in-gel trypsin digestion. The predicted molecular weights as baits are indicated. 
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Supplementary Figure 6. Comparison of AMPK-α1 and-β1 interactome with previous studies
IPI accession numbers of identified proteins were converted to gene symbols. First, we compared our datasets with interactors from 3 studies, including information of human AMPK binders proteins (A).
The number of proteins from each paper is displayed. Second, we compared our datasets with the PINA 2.0 database (http://cbg.garvanunsw.edu.au/pina/) (B). Two hundred fifty-three proteins were extracted as AMPK-specific proteins from PINA 2.0 database. Third, we compared our datasets with putative AMPK-interacting proteins that were predicted using the PrePPI server (http://bhapp.c2b2.columbia.edu/PrePPI/) (C). Interaction prediction analysis using the PrePPI server yielded 736 and 675 proteins for AMPK-α1 and AMPK-β1, respectively. Finally, we summed the proteins from these approaches (A-C). A total of 1799 proteins were subjected to comparison analysis. phosphoproteins. Approximately 80% of total proteins were predicted to be AMPK-dependently phosphorylated using GPS2.1 with moderate confidence.
